Diagrams illustrate the fluorescence intensity values of the corrected fluorescence emission spectra at fluorescence maximum (367 nm for wt, 365 nm for W61Y and 370 nm for oligoduplexes). Reactions contained 1250 nM protein and 250 nM oligoduplexes 2/T, 2/A, 2/2 and 2FS and were measured in the presence of Ca 2+ ions. (A) Ecl18kI W61Y mutant complexes with 2/T, 2/A, 2/2 and 2FS DNA. (B) Ecl18kI wt and W61Y mutant complexes with 2/T and 2FS DNA. Supplemental Table I . Apparent K a values for Ecl18kI/EcoRII-C/PspGI-DNA complexes with oligoduplexes containing different base pairs at the center.
Oligoduplex
Association constants, K a (M -1 ) CC(N/N)GG, where (N/N)*
Ecl18kI Wt
Ecl18kI W61Y
Ecl18kI W61A EcoRII-C PspGI A/T 7.1±2.6×10 9 1.5±0.1×10 9 ** 2.5±0.4×10 8 ** 6.0±1.8×10 8 2.8±0.7×10 9 G/C 5.9±1.7×10 9 2.5±0.3×10 9 ** 2.9±0.3×10 8 ** 6.2±3.1×10 6 ** 2.4±0.4×10 8 ** 2/T 1.0±0.3×10 10 1.6±0.2×10 9 ** 2.7±0.6×10 8 ** 6.2±1.7×10 8 8.4±0.4×10 8 A/A 6.2±1.6×10 9 1.1±0.4×10 10 6.5±1.9×10 9 1.9±0.3×10 9 2.7±0.4×10 9 T/T 5.9±1.7×10 9 8.3±1.4×10 9 4.0±1.2×10 9 1.9±0.4×10 9 3.7±0.7×10 9 G/G 6.2±3.5×10 9 1.0±0.4×10 10 4.3±1.7×10 9 4.9±0.5×10 8 3.6±0.4×10 9 C/C 7.1±3.6×10 9 1.2±0.6×10 10 5.5±2.4×10 9 6.5±0.3×10 8 2.9±0.3×10 9 2/2 1.1±0.4×10 10 1.4±0.4×10 10 5.6±1.6×10 9 6.6±2.0×10 8 9.8±1.2×10 8 A/G 1.4±0.4×10 10 1.0±0.3×10 10 4.8±1.7×10 9 5.6±0.6×10 8 1.2±0.4×10 9 A/C 1.0±0.2×10 10 1.0±0.4×10 10 7.0±2.1×10 9 7.5±0.8×10 8 1.6±0.3×10 9 G/T 1.4±0.4×10 10 7.7±1.8×10 9 3.8±0.4×10 9 4.8±1.2×10 8 8.5±1.8×10 8 C/T 1.4±0.6×10 10 1.2±0.5×10 10 5.5±1.2×10 9 6.6±0.4×10 8 1.2±0.3×10 9 2/A 1.2±0.3×10 10 1.4±0.4×10 10 4.1±0.8×10 9 1.0±0.2×10 9 9.3±0.5×10 8 −/A 7.7±2.4×10 9 5.9±1.7×10 9 4.3±1.1×10 9 1.1±0.2×10 9 3.2±0.7×10 9 −/− 1.1±0.4×10 10 9.1±3.3×10 9 5.6±1.5×10 9 1.1±0.2×10 9 3.6±0.9×10 9 NS 7.4±1.1×10 7 2.9±0.6×10 7 2.2±0.3×10 7 <2.0×10 6 *** 4.4±1.2×10 7 * 2 stands for 2-aminopurine, a dash (−) marks the abasic site; the oligoduplex NS does not contain recognition sequence of Ecl18kI/PspGI/EcoRII-C. ** Specific protein-DNA complex is unstable and forms the smeared band in the gel. *** We were unable to determine the K a value in the concentration range of our experiments. 
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